[Abstract] RNA metabolism is tightly controlled across different tissues and developmental stages, and its dysregulation is one of the molecular hallmarks of cancer. Through direct binding to specific sequence complexes (Dreyfuss et al., 2002; Singh et al., 2015) . These complexes control co-transcriptional RNA processing events as well as post-transcriptional mechanisms involved in RNA metabolism, such as subcellular localization and translation. For instance, spliceosomal and cleavage/polyadenylation complex components recognize specific RNA elements in the pre-mRNA, permitting introns removal (Black, 2003) and coordination between 3'-end processing and transcription termination (Proudfoot, 2016) . A large number of RBPs functions as splicing factors, by assisting recognition of constitutively Eukaryotic genomes encode a wide array of RBPs to fine-tune cell-specific gene expression programs in a time-and space-sensitive manner, thus contributing to tissue homeostasis. RNPs are highly dynamic structures, which remodel under the influence of specific cell signaling pathways that influence the fate of the RNA transcript (Naro and Sette, 2013; Fu and Ares, 2014) . By precisely integrating coand post-transcriptional RNA regulatory events, RBPs ensure the physiological adaptation in response to environmental constraints. It follows that the precise arrangement of RNP complexes must be highly
In a recent study, we investigated the role of alternative splicing and RBPs in the acquisition of a drugresistant (DR) phenotype in pancreatic ductal adenocarcinoma cells (PDAC) (Calabretta et al., 2016) .
We demonstrated that acquisition of the DR-phenotype relied on upregulation of the polypyrimidine tract binding protein (PTBP1), which is recruited to the PKM pre-mRNA and favors splicing of the oncogenic PKM2 variant. To investigate the recruitment of PTBP1 on PKM pre-mRNA in vivo, we used the UV cross-linking and immunoprecipitation (CLIP) experimental approach modified from Wang et al. (2009) protocol. Herein, we describe a step-by-step protocol to investigate the direct binding of a specific factor to its RNA target(s), which can be extended to most adherent human cell lines. 4. Add 1 ml of cell extract (1 mg) to 100 µl Protein G Dynabeads (see step C2). Store on ice.
Materials and Reagents
5. Prepare a dilution of RNase I 1:1,000 in lysis buffer.
6. Add to each IP 10 µl of RNase I 1:1,000.
7. Rotate at 4 °C for 2 h.
8. After incubation place the samples in the magnetic stand, collect supernatant aliquots (100 µl) from each IPs and discard the residual supernatant. Store aliquots on ice.
Note: Aliquots are required for evaluation of RNAse I fragmentation (see step D3, and Figure   4 ).
9. Wash IPs twice with 1 ml of high salt buffer and 2 times with 1 ml proteinase K buffer.
10. Resuspend the Dynabeads in 100 µl of proteinase K buffer. Collect an aliquot of 10% of suspension (10 µl) from each IP. Add 10 µl of Laemmli buffer (2x) to the aliquots and boil aliquot for 5-10 min at 100 °C (see step C10a).
Note: Aliquots are required for evaluation of RBP IP by Western-blot analysis (see C10a).

a. Control of RBPs IP
Run an SDS-PAGE following Western blot analysis using aliquots from step C2 (input) and aliquots from step C10 (IP) samples (Figure 3 ). www.bio-protocol.org/e2274 g. Add 1 volume of 100% isopropanol. And incubate for 10 min at RT.
h. Centrifuge at 12,000 x g for 15 min and discard the supernatant.
i. Wash RNA pellet with 1 ml of 70% ethanol.
j. Centrifuge at 12,000 x g for 10 min.
k. Discard the supernatant and air dry the pellet. 
Notes:
a. Optimal PCR product length is 100 nt.
b. If RBP binding site is not known, it is possible to identify the region in which this is embedded
by using several primers pair designed to span the entire pre-mRNA. 
Data analysis
Binding of RBP is reported as % of Input in different regions of the RNA target, using the comparative ∆Cq method as follow ( Figure 6 ). 
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Notes
To ensure reproducibility, biological experiments are usually performed in replicates (triplicate). We also recommend to perform each CLIP IPs in duplicate (technical duplicates) to increase the reliability of each experiment (Figure 7 ). Statistical analysis is performed by t-test procedure. 
